Methods
portions of the samples were suspended in 700 L of phosphate-buffered saline (PBS) and homogenized by using a 5-mm-diameter steel ball in a Tissue Lyser (QIAGEN, Hilden, Germany) for 210 seconds at 30 Hz. After centrifugation at 2,500  g for 15 min, 50 L of supernatant was mixed with 350 L of Buffer RLT (QIAGEN) before centrifugation through a QIA-Shredder (QIAGEN) at 16,000  g for 180 s. RNA was extracted by using the QIAsymphony RNA kit by using a 2-fold concentrated DNase in a QIAsymphony device according to the manufacturer's protocol. The elution volume was 50 L. Nucleic acids were were purified by using the QIAquick DNA purification kit (QIAGEN) and Sanger sequencing was carried out by an external company (Eurofins Genomics, Ebersberg, Germany) by using the nested PCR primers. Sequences (excluding primer sequences) were deposited in GenBank with accession nos. KX455427-KX455478.
Sequence Analysis
Nucleotide sequences were analyzed using the DNASTAR software package (Lasergene, Madison, WI, USA), and compared with HEV sequences available in the NCBI GenBank database (http://www.ncbi.nlm.nih.gov) by using the BLASTn facility as well as with HEV subtype reference strains (4). Phylogenetic trees were constructed on the basis of the nucleotide sequences by using a neighbor-joining method implemented in the MegAlign module of the DNASTAR software package (Lasergene) with the parameters: ClustalW method, IUB residue weight table and a bootstrap analysis with 1,000 trials and 111 random seeds.
Statistical Analysis
The median, minimum, maximum, and first and third quartiles were calculated and used for generation of boxplot figures using Excel (Microsoft Office Professional 2010, Microsoft
Corp., Redmond, WA, USA). The differences of estimated prevalences per season were tested for significance with the 2-sample z test (http://epitools.ausvet.com.au/content.php?page = z-test-2), differences of HEV-RNA load in organ samples were tested with the logarithm of GE/g using 2-sample ttest for summary data (http://epitools.ausvet.com.au/content.php?page = 2-sample-ttest). All analyses were done by using EpiTools epidemiologic calculators (Ausvet Pty Ltd., available at http://epitools.ausvet.com.au).
